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[Title of Invention] 

METHOD FOR EXTRACTING AND REFINING RNA 

[Summary] 
[Objective] 

This invention offers a method for extracting and refining a 
highly pure RNA within a short period of time from an organism 
material, e.g., a cell, etc. without having a complicated operation. 
[Means of Resolution] 

A method for extracting and refining RNA that consists of the 
following processes (a) through (c) and which uses a DNA extraction 
refinement reagent kit. 

(a) A dissolving solution containing a chaotropic substance, 
an extraction solution consisting of an organic solvent and a 
nucleic acid bondable solid-phase carrier are added, mixed or make 
contact with an organism material, e.g., a cell, etc. under acidic 
conditions, preferably under pH 3 - 6 conditions. The DNA 
contained in the organism material is absorbed in solid-phase. 

(b) A solid-phase carrier which has absorbed RNA during the 
process (a) is washed with a washing solution. 

(c) The RNA is then eluted from the solid-phase washed during 
the process (b) using eluent . 

[Claims] 
[Claim 1] 

A method for extracting and refining RNA that consists of the 
following processes (a) through (c) . 

(a) A dissolving solution containing a chaotropic substance, 



an extraction solution consisting of an organic solvent and a 
nucleic acid bondable solid-phase carrier are added, mixed or make 
contact with an organism material, e.g., a cell, etc. under acidic 
conditions, preferably under a pH 3 - 6 condition. The DNA 
contained in the organism material is absorbed in solid-phase. 

(b) A solid-phase carrier which has absorbed RNA during the 
process (a) is washed with a washing solution. 

(c) The RNA is then eluted from the solid-phase washed during 
the process (b) using eluent. 

[Claim 2] 

The method for extracting and refining RNA mentioned in Claim 
1 wherein the acidic condition is pH 3 - 6. 
[Claim 3] 

The method for extracting and refining RNA mentioned in Claim 
1 wherein the pH of the dissolving solution containing a chaotropic 
substance is 3 - 6 . 
[Claim 4] 

The method for extracting and refining RNA mentioned in Claim 
l wherein the chaotropic substance is a guanidine thiocyanate. 
[Claim 5] 

The method for extracting and refining RNA mentioned in Claim 
1 wherein the organic solvent is either a water- saturation phenol 
or a buffer solution saturation phenol, chloroform or a combination 
of these. 
[Claim 6] 

The method for extracting and refining RNA mentioned in Claim 



l wherein the nucleic acid bondable solid-phase carrier is a 
carrier containing silica. 
[Claim 7] 

The method for extracting and refining RNA mentioned in Claim 
1 wherein the nucleic acid bondable solid-phase carrier is a grain. 
[Claim 8] 

The method for extracting and refining RNA mentioned in Claim 
1 wherein the nucleic acid bondable solid-phase carrier is 
a grain containing superparamagnetic metal oxide. 
[Claim 9] 

The method for extracting and refining RNA mentioned in Claim 
1 wherein the extracting solution is either a water or TE buffer. 
[Claim 10] 

The method for extracting and refining RNA mentioned in Claim 
1 wherein the nucleic acid bondable solid-phase carrier is a 
carrier containing a superparamagnetic metal oxide and also 
contains a process for separating the nucleic acid bondable solid- 
phase carrier and liquid phase by magnetic power. 
[Claim 11] 

An RNA extraction and refinement reagent kit which consists of 
a dissolving solution containing a chaotropic substance, a buffer 
solution with pH 3 - 6, an extracting solution consisting of an 
organic solvent, a nucleic acid bondable solid-phase carrier, a 
washing solution and an eluent. 

[Detailed Explanation of Invention] 

[0001] 
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[Field of Industrial Application] 

This invention concerns a method for simply extracting a 
highly pure RNA from an organism material, e.g., cell, etc. by 
using a nucleic acid bondable solid-phase carrier and a reagent kit 
for extracting and refining RNA for use in this method. This 
reagent kit is also applicable to an tutomatic nucleic acid 
extracting device. 
[0002] 

[Prior Art Technology] 

The extraction refinement of nucleic acid from an organism 
material, e.g., a cell containing nucleic acid, is an important 
step in the fields of gene technology and clinical diagnosis. For 
example, in a case of analyzing a certain gene, nucleic acid (e.g., 
DNA and RNA) must be extracted from the organism material (e.g., a 
cell which holds the gene) . In the case of DNA/RNA diagnosis for 
the detection of a contagious body (e.g., blood, etc.) DNA or RNA 
nucleic acid, which is commonly contained in an organism material, 
does not exist under liberated conditions. It exists in the shell, 
i.e., the membrane and wall of the cell which is comprised of 
protein, lipid and sugar. In most cases, a nucleic acid itself is 
formed of a complex of protein. Therefore, when extracting and 
refining nucleic acid from an organism material, a nucleic acid is 
liberated by conducting a physical crushing treatment by either 
supersonic wave or heat, an enzyme treatment by protease, and a 
treatment using a surfactant and modifier, etc . Nucleic acid must 
be refined from the crushed substance by an extraction operation or 
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by ultracentrifugal separation using an organic solvent (e.g., 
phenol, etc.) and column chromatography, etc. using a carrier 

(e.g., an ion exchanging body, etc.). These methods have been 
optimumly used for a nucleic acid and starting material and also by 
combining them according to the use of the extracted nucleic acid. 

[0003] 

Commonly, the AGPC method [Analytical Biochemistry 162, 156- 
159 (1987)] has been often used as a method for extracting and 
refining RNA from an organism material, (e.g., a cell, etc.) . This 
method uses the following processes (1) through (4) . 

(1) A guanidium thiocyanate and a solution containing a 
phenol and chloroform are successively added to an organism 
material, (e.g., a cell, etc.) and the membrane or wall of the cell 
is crushed. A protein which has bonded with nucleic acid is then 
modified and a genome DNA is distributed to an organic phase. 

(2) Only a water phase which contains RNA is separated by a 
centrifugal separation. 

(3) The RNA is made into an insoluble condition in this water 
phase by adding either ethanol or isopropanol. (Either an ethanol 
precipitation means or an isopropanol precipitation means) . 

(41 Only the RNA is separated by a centrifugal separation. 
This AGPC method has the merit of obtaining RNA simply and within 
a short period of time when compared with an RNA extraction and 
refinement method which uses other means of ultracentrifugal 
separation. However, this method requires complicated operations 
(e.g., a centrifugal separation or a water-phase separation); the 
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ethanol precipitation means or isopropanol precipitation means 
which require a lengthy operation. Therefore, a method that can 
extract and refine RNA more easily and within a short period of 
time is needed, especially when a quick analyzation of many samples 
during a critical diagnosis, etc., is required. 
[0004] 

There is a method for using a silica as a nucleic acid 
bondable solid-phase carrier [Japanese Kokai Patent Publication No. 
H2-289596] . It is a simple and convenient nucleic acid extraction 
method. This method is capable of extracting a nucleic acid from 
an organism material, (e.g., a cell, etc.) in one step. Because a 
low-density buffer solution (e.g., water or a TB buffer, etc.) is 
used as the eluent, the extracted nucleic acid can be directly able 
used for a post analysis without conducting desalination and 
condensation,* e.g., a means of ethanol precipitation, etc.). 
However, when trying to extract RNA from a cell by this method, a 
large amount of genome DMA in addition to RNA mixes into the 
recovered solution because a genome DNA is absorbed into a silica 
carrier, the same as RNA. Therefore, in order to obtain only RNA, 
a further refinement operation, (e.g., an enzyme treatment, 
ultracentrifugal separation or column chromatography, etc.) is 
unavoidably required. 
[0005] 

[Problems Resolved by this Invention] 

The objective of this invention is to resolve these prior art 
technological problems. This invention offers a method for 
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extracting and refining a highly pure RNA within a short period of 
time from an organism material, e. g., a cell, etc. without 
requiring a complicated operation 
[0006] 

The inventors have discovered how to obtain RNA from an 
organism material with simple extraction and refinement by using a 
dissolving solution having a suitable pH, an organic solvent and a 
nucleic acid bondable solid-phase carrier. This invention is the 
result . 
[0007] 

More specifically, this invention is a method for extracting 
and refining RNA that consists of the following processes (a) 
through (c) . 

(a) A dissolving solution containing a chaotropic substance, 
an extraction solution consisting of organic solvent and a nucleic 
acid bondable solid-phase carrier are added, mixed or make contact 
with an organism material, e.g., a cell, etc., under acidic 
conditions, preferably under pH 3 - 6 conditions. The DNA 
contained in the organism material is absorbed in solid-phase. 

(b) A solid-phase carrier which has absorbed RNA during the 
process (a) is washed with a washing solution. 

(c) The RNA is then eluted from the solid-phase washed during 
the process (b) using eluent. 

[0008] 

This invention's method uses a grain containing a 
superparamagnetic metal oxide as the nucleic acid bondable solid- 
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phase carrier; it also consists of a process for separating a 
nucleic acid bondable solid-phase carrier and a liquid phase by 
magnetic power. 
[0009] 

This invention is also an RNA extraction and refinement 
reagent kit which consist of a dissolving solution containing a 
chaotropic substance, a pH 3 - 6 buffer solution, an extraction 
solution containing an organic solvent, a nucleic acid bondable 
solid-phase carrier, a washing solution and an eluent. 
[0010] 

[Enforcement Mode of Invention] 

This invention's method for extracting and refining RNA is 
largely conducted by dividing it into the following three stages 
(a) a dissolving/absorbing process; (b) a washing process; and (c) 
an eluting process. 
[0011] 

In the dissolving/absorbing process (a) , a cell dissolving 
solution, an organic solvent, nucleic acid bondable solid-phase 
carrier are added, mixed or make contact with an organism material, 
e.g., a cell, etc., and the organism material is dissolved. The 
RNA contained in this organism material is then absorbed by a 
nucleic acid bondable solid-phase. The dissolving solution, 
organic solvent and nucleic acid bondable solid-phase carrier are 
either separately or simultaneously added to an organism material, 
e.g., a cell, etc. In this invention, a dissolving solution 
containing a chaotropic substance, an extracting solution 



consisting of organic solvent and nucleic acid bondable solid-phase 
carrier are added, mixed or make contact under an acidic 
conditions, preferably pH 3 - 6, or more preferably around the pH4 
range . 
[0012] 

A tissue or culture cell, a bacteria culture, a blood 
component, (e.g., whole blood or serum), and a body fluid, (e.g., 
saliva, urine, semen, etc.) are used as the organism material in 
thi s invent ion . 
[0013] 

A dissolving solution containing the chaotropic substance used 
in this invention preferably contains a buffer agent. This 
buffer agent can be either contained in the dissolving solution 
beforehand or added after a cell has dissolved. There is also no 
particular restriction as to this buffer agent as long as it has 
buffering ability in the pH 3 - 6 range. A sodium acetate-acetic 
acid, sodium acetate-hydrochloric acid, etc. are used as this 
buffer agent. Its use density is preferably in the ranges of 1 - 
500mM and pH 3 - 6 . 
[0014] 

The dissolving solution used in this invention contains a 
chaotropic substance. There is no particular restriction as to the 
chaotropic substance as long as it is one which has an increasing 
action of water solubility on hydrophobic molecules and is able to 
contribute to the bonding to the solid-phase of RNA. More 
specifically, a guanidium thiocyanate, guanidium hydrochloric acid, 
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sodium iodide, potassium iodide, sodium perchloric acid, etc. are 
used. A guanidine thiocyanate is especially preferable because of 
its great ability to obstruct ribonuclease, which decomposes RNA. 
The density of these chaotropic substances used differs depending 
on the type of chaotropic substance. However, when a guanidine 
thiocyanate is used, it is preferably used in the range of 3 - 
5.5IVL 
[0015] 

A surfactant can be contained in the cell dissolving solution 
in order to crush the cell membrane or to modify a protein which is 
contained in the cell. There is no particular restriction as to 
the surfactant as long as the one used is for the extraction of 
nucleic acid from the cell, etc. More specifically, a nonionic 
surfactant, (e.g.-, polyoxy ethylene octyl phenyl ether, polyoxy 
ethylene solbitane monolaurate, polyoxy ethylene solbitane 
monolaurate, etc . ) ; a catopmoc surfactant . (e.g., dodecyl 
trimethyl ammonium bromide, dodecyl trimethyl ammonium chloride, 
cetyl trimethyl ammonium bromide, etc.); a nonionic surfactant, 
(e.g., dodecyl sodium sulfate, N-lauryl sodium sarcosine, sodium 
chloric acid, etc.); and an ampho surfactant, (e.g., phosphor 
thidil ethanol amine, etc.) are used. An N-lauryl sodium sarcosine 
is especially preferable for use. The density of these surfactants 
differs depending on the surfactant used, but when N-lauryl sodium 
sarcosine is used, the preferable range is 0.1 - 2%. 
[0016] 

There is no particular restriction as to the organic solvent 
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used in this invention as long as it is one which does not obstruct 
the bonding of the solid-phase of RNA, but does obstruct the 
bonding of the solid-phase of DNA. This specification is not 
clear. However, it is felt that the organic solvent optimumly 
decreases the polarity of the liquid phase by adding it to a liquid 
phase. Therefore, it contributes to the selectivity of the bonding 
of the solid-phase of RNA and DNA which have different molecular 
surface polarity. A concrete example of the organic solvent used 
in this invention is a water- saturation phenol, 1-propanol, 2- 
propanol, 1-butanol, 3 Omethyl- 1-propanol, acetone, et etc. A water- 
saturation phenol alone, or the properly proportioned mixture of 
water- saturation phenol and chloroform is especially preferred. 
[0017] 

There is no particular restriction as to the nucleic acid 
bondable solid-phase carrier used in this invention as long as the 
solid-phase absorbs nucleic acid under the presence of a chaotropic 
ion. More specifically, one which has a hydrophilic surface able 
to hold by reversible bonding, e.g., a dioxide silicate. Even more 
specifically, silica is preferably used. The other substance is 
also composed of silica, (e.g., glass, diatomaceous earth, one 
which has its surface treated by chemical modification or a complex 
of other substances such as superparamagnetic metal oxide, etc.). 
It may be used as long as it is one which does not obstruct the 
reversible bonding of the nucleic acid. There is also no 
particular restriction as to the form of the nucleic acid bondage 
solid-phase carrier, (e.g., grain, filter and reaction container, 
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etc.). However, when considering the effectiveness of absorption 
and elution, the grain form is preferable. A grain diameter of 
0.05 - 500 jm is preferably used. 
[0018] 

The washing process (b) is a process to separate as much as 
possible of only the nucleic acid bondable solid-phase carrier, 
which has absorbed RNA from the mixture of the cell crushing 
substance, the cell dissolving solution, the organic solvent and 
the nucleic bondable solid-phase carrier. At this point, washing 
is preferably repeated about one to three time using the washing 
solution. 
[0019] 

A concrete means for separating the nucleic acid solid-phase 
carrier in this invention differs depending on the form of the 
solid-phase used. For example, when using the grain form of 
nucleic acid bondable solid-phase, a centrifugal separation, 
filtration, and a column operation, etc. are preferred. When using 
one which contains superparamagnetic metal oxide in the grain as 
the solid-phase carrier, a simple means of magnetic separation 
which uses a magnet, etc. is possible and more preferable. 
[0020] 

There is no particular restriction as to the washing solution 
used in this invention, so long as it is one which does not 
accelerate the elution of plasmid DNA from solid-phase, but which 
does obstruct the bonding of the solid-phase of genome DNA and 
protein . 
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More specifically, 3 - 5.5M guanidine thiocyanate solution and 
40 - 100% ethanol are preferred. Best results can be achieved by 
using these washing solutions. More specifically, after it is 
washed with a guanidine thiocyanate solution, it is preferably 
washed with 40% - 100% ethanol. When the cell dissolving solution 
and organic solvent used during the dissolving/absorbing processes 
are used as the washing solution, the removal of genome DNA and 
protein is more effectively conducted. At this point, it is 
preferably washed continuously with 40% - 100% ethanol . 
[0021] 

The eluting process (c) is a process for eluting the RNA from 
the nucleic acid bondable solid-phase carrier which has absorbed 
RNA. Therefore, there is no particular restriction as to the 
eluent used in this invention, as long as it is one which 
accelerates the elution of the RNA from solid-phase. More 
specifically, a water or TB buffer [10nM tris -hydrochloric acid 
buffer solution, ImM EDTA, pH8.0] is preferred. The recovered RNA 
at this point can be directly used for enzyme reaction which has 
used an inverting enzyme, etc. without conducting a desalination 
(e.g., a dialysis and ethanol precipitation, etc.) and a 
concentration operation. 
[0022] 

This invention's method for extracting and refining RNA is 
composed of simple processes. Therefore, it can be easily 
applicable to a nucleic acid extractor which has automated the 
separation operation of solid-phase and reagent dividing injection 
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operation. 
[0023] 

This invention's extraction/refinement reagent kit of RNA 
contains a dissolving solution having a pH 3 - 6 and containing a 
chaotropic substance, an extracting solution consisting of organic 
solvent, a nucleic acid bondable solid-phase carrier, a washing 
solution and an eluent. 

[0024] 

[Examples] 

This invention is explained more specifically with reference 
to the accompanying following examples. However, it is not 
restricted only to these following examples. 
Example 1: 

THE EXTRACTION/REFINEMENT 
OF RNA FROM HeLa CELL 

(1) The Preparation of HeLa Cell 

HeLa cell is cultivated in 15ml of (Dolbekko) eagle culture 

ground (Nissui KK) containing 10% calf serum (Gibco BRL KK) for 4 

days at 37°C. After the cultivation has finished, a cell which has 

been liberated by trypsin treatment is transferred to a 15 ml 

capacity centrifugal separation tube and centrifugally separated 

for 5 minutes at 1,000 rpm. The result is then suspended by 10 ml 

of PBS [137 mM sodium chloride, 2.7 mM potassium chloride, 4.3 raM 

disodium hydrogenphosphate, 1.4 mM dipotassium hydrogen phosphate 

(pH 7.4)]. The result is divided and injected into a 1.5 ml 

capacity microtube so as to become the number of the cell of the 

result as 1 x 10 6 pieces and centrifugally separated for 5 minutes 

15 



at 3,000 rpm. A cell pellet as the extraction material is then 

obtained by removing the supernatant. 

[0025] 

(2) The Extract ion/ refinement of RNA 

500 ul of a cell dissolving solution [4M guanidine 
thiocyanate, 25mM sodium citric acid (ph7.0), 0.5% N-sodium lauryl 
sarcosine, 0.1 M 2-mercaptoethanol] are added to the cell prepared 
in (1) above and dissolved. 50 ul of 2M sodium acetate-acetic acid 
(pH4.0) and 500 ul of water- saturation phenol are continuously and 
successively added and mixed vigorously. 40ul of a 0.5g/ml 
magnetic silica particle suspension solution [grain diameter: 1 - 
10 urn; 30% triion tetraoxide; specific area 280 

mVg; surface hole diameter: 2 - 6nm (Suzuki Yushi KK) ] are added 
to the result. A microtube is placed on a magnetic stand (MPC-M: 
Dinal KK) and magnetic silica particles are then collected and the 
supernatant is removed. The microtube is removed form the magnetic 
stand and 1 ml of washing solution [5.3M guanidium thiocyanate, 52 
mM tris-hydrochloric acid (pH6.4)] is added and mixed sufficiently. 
It is then placed on the magnetic stand and the supernatant is 
removed. The particles are washed, continuously washed with 1 ml 
of 70% ethanol twice and 100% ethanol once. After the supernatant 
is removed, the microtube is placed on 55 °C heat block and left for 
20 minutes. The ethanol inside of the tube is evaporated and 
removed. The particles are then dried. 100 ul of sterilized water 
is added to the result, mixed for 10 minutes at room temperature 
and placed on the magnetic stand. Magnetic silica particles are 
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then gathered and the supernatant is recovered. The recovered 

solution was almost 80 ul. 

[0026] 

10 ul of the recovered solution is placed for agarose gel 
electrophoresis and colored with ethidium bromide and photographed. 
The result is shown in Figure 1 (line 1) . As is clear from Figure 
1 (line 1) , there is almost no mixing- in of genome DNA in the RNA 
sample which has been extracted by this invention's method. 
Therefore, it can be seen that this invention's method is capable 
of extracting a highly pure RNA. 
[0027] 

(3) The Detection of Human Transferring Receptor RNA by RT-PCR 

RT-PCR is conducted on a human transferring receptor RNA, as 
the target, to the recovered solution obtained in (2) above, and 
the RNA in the recovered solution is then detected. RT-PCR is 
conducted by using a commercially available reagent kit RT-PCR high 
(Toyo Boseki KK) and a primer for human transferring receptor 
amplification (CL5407-1: Clontech KK) . First, M-MLX an inversion 
copy enzyme and a reagent for inversion copy containing inversion 
copy primer are added to 10 ul of the recovered solution obtained 
in (2) above. It is kept at 42 °C for 20 minutes. An inversion 
copying reaction is then conducted. Parallel with this, the same 
operation is conducted without adding the inversion copy enzyme. 
The result is used as the negative control of inversion copying 
reaction. A PCR reagent containing heatt-resistive DNA polymerase 
is added to the reaction solution which has finished inversion 
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copy, and the final liquid amount is set as 100 ul, and 30 cycles 
of one minute at 95 °C; one minute at 56 "C; and one minute at 72 "C 
are enforced and PCR is conducted. 10 ul of the reacted solution 
is placed to agarose gel electrophoresis, colored with ethidium 
bromide and photographed. The result is shown in Figure 2. In 
Figure 2, line 1 is a size marker consisting of the PstI digestion 
substance of randamfarge (phonetic translation) DNA. Line 2 is the 
migration pattern of RT-PCR amplification product of RNA which has 
been extracted and refined by Example l's method. Line 3 shows the 
migration pattern of PCR amplification produced when the negative 
control of inversion copying reaction is used. As is clear from 
Figure 2, an amplification product is seen only in the reacted 
solution (line 2) which has conducted inversion copy reaction. It 
can be seen that RNA extraction is possible by this invention's 
method and it is able to be immediately used for analysis by RT- 
PCR. 
[0028] 
Example 2 : 

EXTRACTION AND 
REFINEMENT OF C-TYPE HEPATITIS VIRUS (HCV) 

(l) Serum which, contains 1 x 10 7 copy/ml of HCV is diluted by 
negative serum and a diluting system of 2 x 10*" - 2 x 10* copy/ml 
is made and used as the extraction material. 50 ul of each 
diluting system serum sample (l x 10 4 - 1 x 10 l copy equivalent) is 
used and RNA extraction is then conducted by the same method as in 
Example 1. 
[0029] 
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(2) Detection of HCV/RNA by RT-PCR 

RT-PCR is conducted on the recovered solution obtained in the 
(1) above by using a non- translation zone of HCV/RNA as the target; 
HCV and RNA in the recovered solution are detected. A commercially 
available reagent kit RT-PCR high (Toyo Boseki KK) is used as the 
RT-PCR. An M-MLV inversion copy enzyme and an inversion copy 
reagent containing inversion copy primer are added to 5 ul of the 
recovered solution obtained in (1) above. The final liquid amount 
is set as 20 ul. An inversion copy reaction is conducted on this 
by maintaining the temperature at 42 *C for 60 minutes. The PCR 
reagent containing heat-resistive DNA polymerase is then added to 
the inversion copied reaction solution. The final liquid amount is 
set as 25 ul and a PCR reagent is successively added 30 seconds at 
94*C; 30 seconds- at 53*C; one minute at 72°C, by using DNA Thermal 
Cycler (Perkin Rimer Cetus KK) . The final liquid amount is then 
set as 30 ul, and two stages of PCR are conducted by 28 cycles 
enforcement of 30 seconds at 94 *C; 30 seconds at 50 *C; and one 
minute at 72 °C. 

10 ul of the reaction solution is placed to agarose gel 
electrophoresis, colored with ethidium bromide and photographed. 
The result is shown in Figure 3. Line 1 shows a size marker 
consisting of the PstI digestive substance of randafarge (phonetic 
translation) DNA. Lines 2-7 show the migration pattern of RT-PCR 
amplification product of RNA which has been extracted and refined 
by the method indicated in Example 2. Lines 2 ajt)(* 3, lines 4 and 
5, lines 6 and 7 show the results of a serum sangple containing HCV 
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of equivalent 1 x 10^ copy, 1 x 10 3 copy, 1 x 10* copy, 
respectively. As is clear from Figure 3, amplification products 
are seen in serum samples containing HCV of equivalent 1 x 10+ copy 
and 1 x 10* copy. It can be seen that RNA extraction is possible 
by this invention's method and is able to be immediately used for 
analysis by RT-PCR. 
[0030] 

Comparative Example 1: 

Since better extraction and refinement of RNA, when compared 
with the prior art method are seen, the extraction of RNA is tried 
by using the prior art method which uses chaotropic substance and 
silica particles. 900 ul cell dissolving solution [4.7 H guanidium 
thiocyanate; 46 mM trishydrochloric acid (pH6.4); 1.2% polyoxy 
ethylene octyl phenyl ether; 20 mM EDTA] are added and dissolved in 
the cell prepared in Example l's item (1) and continuously 40 ul of 
0.5 mg/ml magnetic silica suspension solution and mixed for 10 
minutes at room temperature. A magnetic silica is then gathered by 
placing a microtube over a magnetic stand. The supernatant is 
removed. By using the same method as in Example (2) , the particles 
are washed with 1 ml of washing solution [5.3M guanidium 
thiocyanate; 52 mM trishydrochloric acid (pH6.4)] twice; with 1 ml 
of 70% ethanol twice and with 100% ethanol once. After the 
supernatant is removed, a microtube is placed on 55 °C heater block 
and left for 20 minutes. The ethanol in the tube is then vaporized 
and removed. The particles are dried. 100 ul of sterilized water 
is added to the result and mixed for 10 minutes at room 
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temperature. By placing it on the magnetic stand, magnetic silica 
particles are then gathered. The supernatant is recovered. The 
recovered solution amount was about 80 ul. 10 ul of the recovered 
solution are placed to agarose gen electrophoresis, colored with 
ethidium bromide and photographed. The result is shown in Figure 
1 (line 2). As is clear from Figure 1 (2), a large amount of 
genome DNA is mixed in the sample which has been extracted by the 
prior art method shown in Comparative Example l. 
[0031] 

[Effect of Invention] 

With this invention, a suitable dissolving solution and 
nucleic acid bondable solid-phase are used under an acidic 
condition and RNA contained in an organism material is uniquely 
absorbed-. The RNA is also simply and conveniently recovered, 
extracted. and refined by using a proper eluent without requiring a 
complicated post -treatment. 

[Simple Explanation of Drawings] 

[Figure 1] 

A photograph in place of a drawing indicates the agarose gel 
electrophoresis pattern of RNA which has been extracted from 
culture cell by this invention's method and by the prior art 
method . 
[Figure 2] 

A photograph in place of a drawing indicates the agarose gel 
electrophoresis pattern of RT-PCR amplification product of RNA 
which has been extracted and refined from a culture cell by this 
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invention's method. 
[Figure 3] 

A photograph in place of a drawing indicates agarose gel 
electrophoresis pattern of RT-PCR amplification product which has 
extracted and refined from HCV positive serum by this invention's 
method . 
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mmmwm^t¥. »*L<{ipH3~6tT» m 

R N A £0ffl±£i&*$-t2\ ( b ) ±ffi ( a ) IgfcT 
RN A£©3»$tf£S)fflfflft£afr?S£ i oa^u 
( c ) ±IB ( b ) IgfcTifcfrLfcSffli^ fgftmt 
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in&ai} TiEie(a)~(c)**t*ifc*» 
rn A(o}*a}»i!^. 

(a) ttM9£a#ft&. a* hot:* 

sirs. nwmm*h%z>mm. xxxsmmatitim 

( b ) JJB-(-a> DEBfcTRNA£«*$*fcffllBffltt 

( c > us ( b ) jm£xmLitim»t>* mftmt 

t6ORNAi0atii«i?^ra. 
[fft£:<S3 V hotf ?*»R*-ftfcj|B»W>P H 

# 3~ 6 x-hhmim i isr«)rn AoamflMHrtfe. 

7V«ST*StfcJtJH 1 fc£Jt»RN A«ttHJII«* 

£*>*t**ifc*« i lEts^RN A?>jibajfii!*&. 
x-h h m$m i leatoR n hem 

1 fEIfcORN A(7)tttb«M*a. 

k-riSMcJi i iea«oRN Aajttflm#&. 

tiEHBilfr. «&»feJ:tf*8i»**trRNA0>ttai» 

[»fl^B»SrttW] 40 
[OOOl ] 

t>* «aBaS^ttffl«ffl**fflv»TRNA$«fl6&»o«K 

J:<fflaitSM-r-S.^ffi : 5r^W r fcSC^{cfflVM > RNASr 

[0002] 



Li 5 £i\ *<0»ef£«JW4Hft* 

^artm^DNA^RNAkV^fcRR^tllBW* 

flc^ttkOft^DNA/RNABPfc&tvCi,. JfiL^E 
*DNA-*RNAfcH->fc«KH. Wf LfcHWCfctt 

-rsfcttT^<. f>wfn. mm. asanas*.* 
wBwwiMK^^fcfcttL. 
«Ke#i^wv«koa^iic***LTv»i. l* 

m&#mm. zh&\m&LKmmmMz&tx 
[0003) MmnmMm^RHAZtemwt 

6^fcLTli. V\bt9>l>AGPC£ [Analytical Biochea 
istry 162. 156-159 (1987) ] tf-9mzX<Rim>tl 

tv^«. i<D*aii, ( i ) mmm<o±>mTMz?T- 

^LTiWHR«IIJBS*K«L. 

A**wa^#ii5*. ( 2 > aaaiuc * o rn a*< 

#£ftS*fflO*£-#B8L. (3):«*iti^- 

AOUi4 v:rnyv-*£iHirt-*£ fc J: 9 RN a* 

R£) s (4) *^fc»fc»*fcJ:-5-CRNA«>»*» 
«S*6ifc*IMHLfc*i6 , C**. ^OAGPCftti. flU 
**Efc«Mia* f MM - 4 R N A fflffitSSS; fcitKL 
T> £iffl^m&RNAjrofeii&fc»3JE)ffiP& 

wfcs^tji. jL9iw»ft>oai«arRNA*q*ajii 
[ooo4]-^. ®m%m.t$ift&t txisv* z& 

289596^^fg] . ^cD^Sti. »KtifOt*ttS*»6 
^KSr-SPgTl*tli-r -5 w fc 3 1 . m&mb L 

T*^ fctt T Em' > 7 7 r — =Sr k*lft«K<7)M»j8[$rfiWB-t 

mmzbti<. »asLfctt»*iifetaojwttfc« 
o*acj:i}«a3Sf»6RNA««i!B*it»fc«^. 

A D N A t, R N A fc PJ«lt=: >- V f) Wfc^Wit t fc«>. 
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th. Wz#>, RNAO*£?f&*;tf>tci4. ZklzU 
[0005] 

*4>fiPW4^0JJEIBIIHja* jJWrr 4 £ k X-& 0 . 

«KW»twfflKR n a i Bm&mfe&Bt -ft 

[0006] 

mmzmm-hfztrxom] xmmut. ±tmm 

[0007] -Tfcfc^ TIBIS ( a ) ~ 

( c ) fc £^3&fctl>RNAc9MifiiIS#&T' 

( a ) w&fto&btt®^ hDt y z$ts 20 
mm®. *a»«*»Mr*ttaj«L iut/sis&^fflii 

( b ) ±E ( a ) xgt-CRN A2:iR;t$-£jtgRa 
fltt£iife»»fc «fc D*»U ( c ) ±IB ( b ) xmzx 
ffi»LfcBBfl»^ *aj»KJ:ORNAtaF!BS*&. 
[0008] *fMH?«L 8iH$&tt@flffifetfBftBt 

tfht. 30 

[0009J *»Wi**hntir^1Wt*tr 
J§8??S. pH3~6<t>H«}8l **HHK*>i»**tliffi 
&Ba££ttHffliB*. gtif?gi5J:lX}§aj)8[$-^OR 

NAwttajmoa^y bra*. 

[00 10] 

[ wsogftiMK ] i & r n a ottai«si*a 

tt. (a)»».ift»m (b)ifcfrlg. <c)S 

toon] (a.) mm- mmxnxn. mmwms 
4ft»B*sjBU ±*hsc*4*i4rna*«ibi 

14. hot ?m®Mfrt>Kc 
£L<14pH3~6. %t>\Zft±L<\i.p\\4Wi&\ZX 
[0012] #»8fcfcVvtfflV^*i44»88fc IX 50 
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[0013] #H B Jfc£VvCffiJfJ-r5;$:t hnt 7 ?i 
SI ££tfiSj8?&fc{4. Hffifl^^d-^i £ L 
v>. Ziilt. : f#)MMWHz%£tiX^Xi>. £fz. MM 

mmitimzmmsitixmsaLxiyXiK zmm 
xfmmm-zto&xomLw mm. mm-)- 

*<7Mmm&tLX\Z1^5 0 0mM. pHtf3~6?> 

m&mx-bi. 

[0014] *mtz&^xm^tiimm\t. # 

XH*). 3&fcRNA*«HB^tt&K:*9-f-*fc<>yC 
ii^3*>. RNAiiMffrsUsK^^bT— tftCJW" 

if. t'7-$syi-*S'7>mziwsti*teai^ 3 

[0015] **fnt^^»HS-*t»jffliafc 

ffiPJ. *A7rf-^>x^7-;PT$>^<0Mtt^ffivS 
Mthnfemt* 0. l~2%o«Hfc!Sr*JtDfc:ttB 

[0016] ^mizauxm^hh^mmmt tx 
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if. ZOlkizX^X. W^I^tt^SRNA 

%iz>. ^mazn^xm^^tih^mu^Mwmt 

on*;^ *9 x?y->K l-To/V- 

may ly-m j>i>v^i^fi7xy-;ki:^o 10 
[0017] ^Bmcfcv^ffiv^fi&£&g^ttEWB 

-uv?-. BUfc®imtfMftmzmft>ti&i)mzmg. 
tftTcmmtfxm&LK, zotztrnteo. 05 

SOOumtfXiOftmX'&Z. 
[0018] ( b ) ifcMili. ±12 ( a > izmihtk 

mm. num. jmm\ m%&&m®mw<7)&% 
mKmwMtziMX'&h. mmm 30 

[0019] *5*^:t3^-&^ffitilfflt«m<*W^* 

ft?mzm%m&mmttM>z$titxH^*: 
hozmmftt Lxmmttiif. mzmim^tzism 

[0020] *&WlZ&UXm^l>tlZ>ffi*l&t IX 

®mmfrt><?>ryx$ YDNAcotmim&tz 40 

(Ctt. 3-5. 5MS7~V>+*i'7>ffl8mhh^ 

{i4 0~i oo%^y->vtm±L<. ztit>e>ffi$ 
mmmztx'oiiimx'hz. 0^0. t-r. ?r- 
i;yi-*i/7>&mmximLfzi£. ?<btc4o-io 

<0(fc*fcJ:9*=l»'Ca*. -Ot#, B^X40~~1 0 50 



[0021] ( c > ^auisji. ±ib < b ) xmzav 
h r n kitm t mmsmmftipb m n a * 

&8!$-£SIfrc$>-&. Sot, *f|BBtt>V^T^v^ 

4V^iTE^«v7T- [lOmMHJXlgKJIffiiBL luHEDT 
A. pH8.0] WfiU^. i<Ot§@JRt^RNA{±. 3 

<, 9K5b*$5& it:&mmizmmm?h z. 

[00 22]*^fc«fcSRNAtOtt{i5lli!^{i. 4* 

[0023] *ihb©rn Aomsmmm* ? m*» 

[0024] 

II HeLaMj^&ORNAOttaffltlt 



( 1 ) HeLail 
H e L a« 1 0%™&filif (Gibco BRL -ft- 

5mlT'3 7*C. 4BIV£ltU:. *S§t&7&. hOT 

ioywmiz* oimuzmm 1 5 m 1 ^c^arg^ 

^L. l.OOOrpB. Sftffig&ftJtU ±jft£ll£t«: 
fi, 1 0m l^PBS E137bM Jg^hU^A. 2.7mM 
ig-lt^U^A. 4.3«MU>B!**Z^M;'>A. 1.4bM 

VyV&i&MVVJ* (PH7.4 ) ] tc-rssufc. ztt 

iz^xmimmmit: t 1 x 1 o^ ®tb-> 

Ziolzl. 5ml§7>(?afa-/tML, 3.00 

[0025] (2) RNA<mm,mm 

±M ( 1 ) KTSa^LfciW: 500jul <7)»jgM«[ 

(pH7.0 ) . 0.5%N-5^o-f Wn^-yfh'J') 
A. 0.1M2--*/l/#7*K£?/-;l/] ^Jd^T^B? 
-t. ^V^5 0/zlW2M»S^-h'J'7A-»K (pH4. 

0), $^>tr5 0 0// i«o*teft7xy-;v-53nx, SIL 

<S^Uc. dtlfc. 40k1<00. 5g/mlltty 
•J*ttf (ffil-lOjum, HESMIM^ 30%^. 
it^ffill 280m2/g. Jffl7t§« 0.025ml/g. ^ffii|fl?LBg 
2~6n» : ^ft^ttSl) ^SSJgSrfeSDL. giSTIO 



(5) 



*tm i 9-3 272 91 



8 



L . 1 m 1 coffin [ 5. 3M^T- ^ >- 
^v7>lf. 5MiM>*-ffi» (PH6.4 ) ] SriUxT 

i m i (D^mmf,zxn&. &ttimu m^x i m i 

<7)7 0%x^y-;l/-c*2[Hj. 1 OO%x^y-;WT10 

m-imtt:. ±mm%Lt^ v4?o^a-7 

[0 0 2 6] IbURHED?^ 1 0/i 1 *T#u—xyA, 

N A-t > ^ Wfcli . y/A D N AOigAlitf t ^ fc' 12 

MST' £ h Z k . 
[0027] (3) RT-VCRlZlhtW^yx? 
x 'J y^-feT^-RNAcOffciiJ 
JtE ( 2 ) fcT»£#lfc0JK»fc»LT. t h F?^. 
7x'jyi/W-RNAi^-y7 MCRT-PCR 
Srfc^^ditKiO. IfiURSS+cORNA^tBI-seA 
it. RT-PCR)i, 7fcffi?)g»-y hRT-PCR 
hi gh (m?¥SIStti?) tbhh7yX7xU>Hr 
7*^-ti4iffl7 - ^-f V- (CL5407-1 : CI ontechttiS ) £ 

ttffli/cfh>fc. t-r. ±ie (2) \zx*htvfzwm 
m-h, i o/i i izu-MLvm&mm. wmmr 
? a ^-ttxmmmm^ * mi . &&»a£ 2 o ^ 

fci^ro^. M.ftLx&wmm$tot-?izmm 

hu-;ptt^. imm&?)5ij&miziim&DN 

1 0 On 1 t U DNA Thernal Cycler (Perkin Elmer C 
etusttS) tT9 5-C, 1#BL 5 6*0. liria. 7 2 
•C. l#H£3 0tM?;HIJfcU PCR^-, 

tz. Kim<?>o*>. iom) ZTtfn-xmm&ftM 

£02 fc^rf. WVlli^y/A^r-yDN 
AOPstim^*^&&lMXv-#-. i^-y2(iH 
tfcftl C^-t^tci 0ttUi«^$fL^RNAORT- 

r 4 fzi y h mm I tz k £ <r> P c R stiff 



x. m*>izRT-pcRiz£&mviizmmxzzzk& 

[00 28] Cm&W)UX (HCV) R 

NAtoiftaiei? 

(1) 1X10' 3t-/ml^HCV*%£;fvtVv& 
HH^fittliiafc:J:D^tT2xi 0 5 ~2xi o 3 

us. ^S^Ucojiri^yr^soAt i ( ixio«~ 
ixio* zmtx. mmmtmrntu 

10 SfciORNAtotttU^fcC^ro^. 

[0029] (2) RT-PCRfcJ&HCV- RNA 

±ib ( i ) izxmtifcmmiziiix. hcv • rn 

A«*|WMWi$^-y y r-fcRT-PCRfcfci&o 
^tti 1 ), 0JRJR+<7)HCV • RNA^HJS-S^ 
RT-PCRJi. 7fjBg(7)|^^>y hRT-PCR 

high cmmnm) imix&zK-yt:. * 

•f. ( 1 ) fcT&<oft*:0JR?g<95*>5 J ti 1 tCM-ML 

20 ^Di. g*f3tlSr2 0A£ 1 kl. Ztl*42'C. 6 0 

^MStciBMttD N A^U^t^— fe*££tf PCRJIM 
^S-jDt. g^flSa^ 2 5^t 1 k U DNA Thernal Cycl 
er (Perkin Elmer CetusttS?) fcT, ^"f. 94*C, 3 
0^. 5 3-C. 3 0£WiL 7 2-C, l^S-38^ 

?)W $<c»KPCRffls^^iDi.. mma.£30u 1 

fcU. 94-C. 3 0#S. 5 0-C. l^S. 7 21C. 1 
irHS: 2 8tM ^^HSfrtSi i: tc«t 0 . ZgPg^PC 
R$rfcw^o^. 1 0*t 1 ZTtfa-X 

wy2-7J5Htl^2tc,T^rat:j: OttliJ«S$n 

tRN AiDRT- PC RWffl£$»<?MWW->X'h 
*). l^->'2&^->'3{ilxio« w—y 
4mf\y~ysm x 1 o 3 3tr-. i/->'625ti^P- 
>m 1 x 1 o J ne-ffli$c9Hcv£-ito]toifr9-y7* 

^SrffifflL^k§«0te*5:*-r. 03A^BB<!>^J: 5 
lxio' 3tr-ijJ:tjfi x 1 0 3 3t-S3^H 

sfflcvx&tzx vmny-yTfrfr^&Hcv • rna<7> 

J*iB*^llT\ S^fcRT-PCRfc«fcS8¥flrKteflrc 

[0030litKgLL 

it® LTlfcg <t < R N A ^«ai»S!T-^ S w k 

fflL^*ftfc«k ORNAcottajSrlS^^. 

fiteflii ( 1 ) twTis^L^sBjat^ 9 0 om 1 <r>im 

mum ti.-myr-i/iSyttzsTy®. 46Mh*)xt& 

50 K(pH6.4) . l.Z&Ky^yXf-pyjJ-^f-A,^*-^ 
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X~r>K 20mM EDTA)SrSDxT^§-tf. m^X4 Om 
lcOO. 5mg/m 1 »ttvlM&}Sig£m!)llU MlSi 

H5fc0!l ( 2 ) c7)^fcpiatt-C. 1 m 1 
H6.4))T 20. 1ml WOK x?/-/KC 20. lOOZx? 

st. 2o*ia»at4c:fcfciOf-Arrtox^y- 
Ji'fciSHISU dfifcioo^e i 

fc. HIlRaaili*Jj:-t80j« 0JR&cO?t> 

<oi 0/* i *rxrD-^y^««a«fc«L % x^v, 

2) te*^-. 01 (V->2) *»fe»Hfe3&«5rJ:3fc, it 
«W1 fc*Lfcfi£3fcaj: DttajStifc-^TVl^fcli. 



[003 1 J 

[02 ] *smvm\zx £iiia»£,«iai«sis 

ftfcRN AfORT- P cRmwmmT$u-x?)v%. 

[03] *m&ym&i Hcvisiijiiim^^aai 

SSSSilrt: R N A(OR T - P C Rm^kW>T^U-X 
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[02] 



[03] 
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